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1. MICHEL NUSSENZWEIG, hereby declare and stale that: 

1. 1 0111 a Howard Hughes Investigator, Sherman Fairchild Professor and Senior 
Physician at Rockefeller University ha«i»g rewlyed my Ph.D. degree from the Rockefeller 
University in 1 93 1 and my M.I ). dcgwc : from New York University in 1 982. 1 received 
postdoctoral medical and 'scientific training at Harvard University. My full curriculum vitac 
is attached hereto as Exhibit A. > 1 ;'■ , ■ ■ 

2. My principal area of research U in Immunology and among other positions 1 serve 
as reviewer in numerous funding agencies of many countries, including the National Institute 
of Health, March of Dimes, Dana Foundation. 1 also have served as reviewer for numerous 
scientific journals, and 1 am the Editor of the Journal of Experimental Medicine and the 
Journal oflmmunologic Methods. 

3. In ilio course of my activities, I have been listed as inventor on several patent 
npplicatiom. including the ono nolcd*bovc entitled "I?NI I ANCED ANTIGEN DELIVERY 
AND MODULATION OF THE IMMUNE RESPONSE THEREFROM", having U.S. Serial 
Number 09/925.284, which is n continuation-in-part of U.S. application Serial Number 
09/586,70-1. filed on June 5, 2000, which is a continuation of U.S. Serial Number 08/381, 
52*, filed on January 31. 1995. now abandoned. 



4. 1 have reviewed the disclosure of the present application, with particular emphasis 
'on the support in the application ns filed for the preparation and generation of antibodies 
BRfti'ftst human and mouse DBC-205- proteins. 

5. The present application claims a method of enhancing the development of 
tolerance to n pro-scleclcd antigen for which tolerance is desired in a mammal comprising 
exposing ex vivo or in vivo dendritic cells from said mammal to a conjugate comprising said 
prc-selcclcd antigen covalenlly bound to an anti-human DI2C-205 antibody or an anli-murinc 
Di:C-205 antibody llua binds to human DGC-205 under conditions that promote dendritic 
ceil quiescence. Moire particularly, tho prc-selectcd antigen is selected from the group 
consisting of Allergens, nutoantigens and antigens participating in allograft rejection. 'Hie 
human DHC-205 protein Iks a enrboxy terminal and amino terminal amino acid sequence as 
disclosed in the parent application, U.S. Serial Number 09/586,704, filed on June 5,2000, as 
SfiQ ID NOs.: I and 2, respectively. Furthermore, ns noted in the parent application USSN 
09/586,704, the first 19 amino acid residues of the amino terminal human DEC-205 protein 
(designated as S'RQ ID NO: 13 in the parent application) were used to generate antibodies 
that resided with human D12C-205. The sequences from the parent application have now 
beOn ihcKiifcd in lite 'sequence fisting (or tho present application and arc designated as Sl',Q 
II) NO: 7 for the carboxy terminal, Sfc#iD NO: 8 for the amino terminal, and SP.Q ID NO: 9 
for tho first 10 amino acids of the Rmino terminal used for antibody generation. 

6. ' The subject matter ohhc'prescnt application was based on work performed in my 
laboratory, whereby the huinwj Df!Gr205 moleculo was cloned and expressed (Quo, M., 
Gong. S.. Maricy S., Misulovin, Z., Pack, M., Malmkc, K., Nusscn/wcig, M.C. & Stcinman, 
It; (2000), A monoclonal witibocly lo lite DEC-205 cndocytosls receptor on human dendritic 
cells. Human Immunology 6l:729-73}i). Anti-human DI-C-205 antibodies were then 
prepared by immunizing animal* with' the first 19 amino acid residues from the N terminal 
frogrncni of the cloned human DliC-205 protein. 

7. to summarize briefly, thccloning of human Dl -C-205 was done through use of a 
cDNA lingmcnt of -the 3' portion of mouse DEC-205. This was used to screen a human 
lymphocyte nnd thymus cDNA library using standard procedures known to those skilled in 
"the. art. In particular, tho eDNA fragment of mouse DEC-205 was used to screen a human 
lymphocyte matchmaker cDNA library (liBV-transformed human peripheral blood 13 
lymphocytes) and a human thymus 5'Wtretch plus cDNA library in aOgtlO vector (Clontcch 
l aboratories, Palo Alto, CA, USA) Positive clones were identified by DNA sequencing on 



boll) siraitds using Sequciusc (United Stale Biochemical, Cleveland, OH, USA), or the dye 
detcrmiiiator kit (l»R Applied lilosystcms. Foster- City, CA, USA) and automated sequencing 
(Appplicd Hlosyslcms model 371). The human cDNAs were expressed in pEF-BOS 
modified to carry a 3" human Fo fragment that was hi frame with the insert. DEC-205 lender, 
CR domain, and Full domains were amplified from plasmids by PCR using 5' MG3I primers 
and 3' MU35 primers. The 5' - primer contains a Spcl site, while the 3* - primer contains a 
Not site and codes for PR R at the junction point of DGC-205 and the Fc tag. The human 
f>l;C-205 Fc fusion protein was pruddced by transiently transfecting 293 cells using calcium 
phosphate mediated geiie transfer. We: fusion protein was purified on protein A sepharosc 
and was then used to inject mtco. Following sovcral booster Injections, the scrum was tested 
for antibodies thai reacted with the CR-Fnil domain of the human I)liC-205 molecule using 
Western blot procedures. A Rewards,' t rie spleens were harvested from those animals showing 
a positive reaction and were fused with Sj*2/0 cells. The supematants were screened by 
fiUSA, dot blot, thymus tissue staining* and VACS analysis. Cell clones that secreted anti- 
luihuin Df:f.:-205 antibodies were further sukloned and expanded. 

8. ( ho present application teaches methods for inducing tolerance by conjugating an 
antigen, to a DUC-205 antibody for jrirgcting to the DEC-205 receptor on specific cells, sucli 
ns dendritic cclLs, under conditions tiiaVpromotc dendritic cell quiescence, The antibodies 
that react with the |)frX'-205-)irotcin£ln.^ antibodies, were 

prepared using tlto first 19 amino ac|cf Vesklucs from tho amino terminal end of the cloned 
human DUC.205 piotein, as described hi the parent application U.S. Serial Number 
09/586,704, and further attested to iii this declaration. Ilius, it is my belief that the disclosure 
of the present application provides sufficient written description for a person skilled in the art 
lo prepare such antibodies that rcact^rtti "iniman DEC-205 protein as presently claimed. 

1 hereby declare that all statements 'made herein of my own knowledge arc true and 
thai all statements made on information 'and belief arc believed lo be true; and further, that 
these statements were made with the knowledge that willful false statements and the like so 
made arc punishable by fine or imprisonment, or both, under Title 18 of the U.S. Code, 
Section 1001. and that such willful false statements may jeopardize the validity of this 
application or any patent issuing ihewbii. 
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